A method is described for removing the anticomplementary activity of sera by the addition of normal porcine serum. Results of sera taken from four animal species immunized with influenza, coxsackievirus, echovirus, and vaccinia viral antigens are presented.
Several methods for removing anticomplementary (AC) activity in sera have been reported. Among these are serum treatment with HCI (7), kaolin (6) , normal guinea pig serum (4) , thermal inactivation (8) , and adsorption with mouse liver powder (5) .
procomplementary property of swine serum can be eliminated by periodate treatment (1) . These two observations were utilized to develop a method for removing the AC properties of certain animal sera and thus unmask specific antibody titers. were tested with unpurified homologous serological antigens along with uninfected tissue antigen controls. Preliminary experiments establishing conditions needed for treating AC sera were performed on normal AC rabbit sera with the three C'H10 (50% hemolytic unit of complement) control tubes for evaluating AC and procomplementary activities. The definitive porcine serum treatment method utilized only the 5.0 C'H50 (75% or more hemolysis) and the serum controls as indexes for evaluating AC reactivity in comparison with an untreated serum.
Animals were immunized with crude viral antigens. A rabbit was immunized with influenza allantoic fluid by a combination of the intranasal and intraperitoneal routes. Coxsackievirus type B6 primary monkey kidney (PMK) tissue culture virus was administered to a monkey intravenously and intraperitoneally. Intramuscular (combined with Freund's complete adjuvant) and intravenous inoculations were given to a sheep and a burro. The sheep was immunized with echovirus type 4 grown in PMK tissue and the burro with vaccinia virus grown in LLC-MK2 cells.
The method developed for eliminating or reducing AC reactivity in the various animal sera is as follows. Equal volumes of undiluted and uninactivated AC test serum and porcine serum were mixed and incubated at 4 C for 18 hr; two volumes of 0.01 M K104 were added and incubated at 37 C for 1 hr; finally, one volume of 10% glycerosaline was added and the resulting mixture was inactivated at 56 C for 30 min. In comparisons with porcine serum alone, Veronal buffer was substituted for the KI04-glycerosaline volume following the basic technique described above. Different lots of porcine whole blood were obtained from the abattoir, and the serum was stored wet-frozen at -65 C in small volumes. Porcine sera stored for approximately 2.5 years were found to be equally useful for eliminating AC activity in rabbit sera.
The results in Table 1 show that the AC levels in the serum and complement controls of three animal sera were reduced to <1:5 after treatment with each of six lots of porcine sera. The normal tissue controls of both the rabbit and monkey sera were reduced to levels of < 1: 5, thereby unmasking the specific titers. When K104 supplemented the treatment, a reversion to the original titer occurred with both the influenza and coxsackievirus sera treated with one of the six porcine sera. This indicated that KI04 may be omitted in this treatment for serodiagnostic purposes. Although the AC reactivity of the echovirus sheep serum was eliminated, the specific titer could not be detected, apparently because of the presence of host tissue antibody. The substitution of normal guinea pig serum for porcine serum in comparative tests was effective in removing AC as well as normal antigen control reactivity only from influenza rabbit serum.
The results of the porcine serum-KI04 treatment of a series of sequential burro serum bleedings taken during immunization are shown in Table 2 . They indicate that the procedure effectively abolished the AC activity of burro sera and did not appreciably affect the hemagglutination-inhibiting titers of these sera. Similar results were obtained with sera from three additional burros also inoculated with vaccinia virus.
